. Sequences used for transcription in this study Table S2 . Sequences for RNA-Seq library preparation Table S3 . Illumina primers for TruSeq Small RNA Library Table S4 . Summary of sequence data populations for each RNA-Seq data set Table S1 . Sequences used for transcription in this study T7 promoter sequences are underlined Table S4 . Summary of sequence data populations for each RNA-Seq data set.
Experiments were multiplexed (typically, 10 per sequencing run), as a single sequencing run yields far more sequence reads than necessary for this study. The first data column below is the actual percentage that the indicated sequence set represents in the larger sequencing run. Runs were not multiplexed equally, as sequences with more complexity (e.g. randomization) warrant deeper reads. The remaining columns are labeled as in the lower right of the Figure S1 flow chart, and as in that chart, follow on each other, left to right. "Raw Seq Reads" were trimmed of adapters (only sequences with both 5' and 3' adapters were retained), then filtered to remove primer dimers and single base inserts, and were finally filtered to analyze only reads that begin with the expected initial sequence GG. For the promoter driven transcription reactions (i.e., all except "24mer"), abortive products represent the majority of captured products ("GG starts"), as typically observed in gel electrophoresis. As they are not the focus of this study, they were removed by filtering for only sequences 15 bases in length or longer. For 3' end analyses, sequences were further aligned to an encoded upstream sequence beginning at position +10, which adjusts for mis-initiation or slippage in the first few bases of the transcript. Figure 1C , high yield, but extended to sequences representing ≥0.5% of the pool and showing the actual counts of each sequence; B) a replicate run of that experiment, indicating very good reproducibility; C) the same data as in Figure 1C , low yield; D) the same data as in Figure 5D , using template 3N, which encodes a different sequence upstream of position +20. Comparison of (A or C) and (D) demonstrates that the identities of the 3' additions change significantly. The total number of sequence reads in the pool are shown at the bottom of each set.
The reader is cautioned that while the generally good agreement between replicates A and B indicates a high level of reproducibility in the assay, factors such as (reproducible) ligation bias likely contribute more to uncertainties and should limit subtle interpretations of the data. Figure S4 . Lane profile traces of electrophoretic data. In order to allow more quantitative comparisons of the RNA gels in figures 5B and 6B, the following analyzes each lane for the relative amounts of each product (or range of products). As lanes were loaded differently, each trace is normalized to itself, allowing assessment of the relative amounts of encoded 24mer and longer primer-extended RNAs. Gels were analyzed using ImageJ v1.51. Note that "High 5N" and "High 3N"in Figure 5B and "5N" and "3N" in Figure 6B serve effectively as replicates, respectively. Figure 5B 
